After 48 h of transfection, the medium was collected to prepare exosomes and proteins were prepared from the cells. Exosome pellet was dissolved in 75 l HEPES/NaOH buffer and the cells were lysed in 100 l lysis buffer.
[i] 20 l exosome and [ii] 5l cell lysate was loaded in 12% SDS-PAGE and the proteins were visualized by silver staining. B) The amount of protein in each lane was measured by the PDQuest software of VersaDoc (Bio-Rad).
[i] The densitometric values obtained from the software were used to calculate exosome/cell lysate ratio. Ratios obtained from three independent experiments were taken to calculate mean ratio, standard deviation (SD), and standard error (SE).
[ii] The result was plotted graphically and the error bar represents SE. p value was calculated for each transfection (Grb2 and its different domains) with respect to empty vector control and using paired t-test.
Supplementary Figure 3 . A dendrogram of a subset of human SH3 domains generated using the PHYLIP package. The bootstrap values other than 100% are shown in nodal points with the scaling value on the top. To define the position of SH3 domains whether they belong to N-terminal, Intermediate, or C-terminal positions, and each protein's "UniProt" id is preceded by "N", "I", or "C". Clustering of N-terminal, Intermediate, and C-terminal domains are shown with blue, green, and red braces. The N-terminal and C-terminal domains of Grb2 (UniProt id: P62993) are highlighted in yellow.
